Aim: To prospectively determine the role of platelet glycoprotein IIIa (GP IIIa) gene PlA1/PlA2 polymorphism on the long-term clinical outcome in patients with coronary artery disease undergoing coronary stenting.
Background
Many previous studies have shown evidence for a genetic predisposition in coronary artery disease (CAD) and some of the several tested single polymorphisms seem to be implicated [1] . The glycoprotein IIb/IIIa (GPIIb/IIIa) is a platelet membrane receptor for fibrinogen and von Willebrand factor. Glycoprotein IIIa (GPIIIa) is believed to play a central role in atherothrombosis and is a key element in platelet aggregation [2, 3] . The A1/A2 GPIIIa polymorphism [4] can influence both platelet activation and aggregation [5] [6] [7] and affects post occupancy signalling by the platelet fibrinogen receptor IIb/IIIa [8] . In vitro antiaggregation by abciximab was reduced in platelets with the PlA2 polymorphism [9] . Although the Framingham Offspring Study showed heightened platelet aggregability among patients with PlA2 allele [5] , the clinical impact of this polymorphism remains unclear despite many casecontrol studies [10] [11] [12] [13] [14] [15] , many observational studies [16] [17] [18] [19] [20] [21] [22] and 3 meta-analyses [23] [24] [25] .
We report here our findings on the role of GP IIIa PlA1/A2 polymorphism based on long-term clinical outcome (> 18 months) of a large observational study of patients undergoing percutaneous coronary intervention (PCI) with successful coronary stenting.
Materials and methods

Subjects
During a period of 18 months (November 1996 to April 1998), 1 111 consecutive Caucasian patients with established CAD were prospectively enrolled in this observational study. This study complies with the declaration of Helsinki and all patients gave their written informed consent. PCI was considered to be successful if residual stenosis was < 30% by visual estimation. Diabetes was defined by either self-reporting and current use of diabetic medications or if fasting glycemia was greater than 1.26 g/l on two measurements. Dual antiplatelet therapy, using aspirin and ticlopidine, was systematically used for at least one month following coronary stenting. Criteria for non inclusion were: age under 18 years, non-Caucasian, known neoplasia, refusal to participate, inability to attend follow-up and failure to extract or amplify desoxyribonucleic acid (DNA). Among the 1111 patients, DNA could not be amplified in 66 (6.3%) patients, and 95 (9.1%) patients were lost to follow-up (for 13 of them, DNA could not be amplified). The remaining 963 patients constituted the study cohort.
Endpoints
The primary endpoint was the composite of major adverse coronary events (MACE) including death from any cause, non-fatal Q wave or non Q wave MI, and need for coronary revascularisation by means of PCI or coronary artery bypass graft (CABG). MACE was analyzed as an aggregate endpoint and was defined before the study began. Secondary endpoints were the individual analysis of each component of the primary endpoint: total mortality, revascularization (PCI, CABG), and acute coronary syndromes.
Genetic analysis
A blood sample was obtained at the end of the endovascular intervention after stent implantation. Genomic DNA was prepared from peripheral lymphocytes by the salt precipitation method [26] . The PlA1/A2 alleles of the GP IIIa gene were identified on the basis of MspI enzyme site restriction analysis after amplification of a 476 base pairs GP IIIa fragment (sens amorce 5'-ATA-AGC-TTA-GCT-ATT-GGG-AAG-TGG-TAG-GGC-CTG-3', antisens amorce 5'-CTT-CTG-ACT-CAA-GTC-CTA-ACG-3'). The GP IIIa gene was amplified using the polymerase chain reaction (PCR) method. Each amplification product was verified on an agarose gel. Amplification results in a 476 base pairs (bp) fragment. Digestion was obtained with Msp1 enzyme and digestion products were visualized on 4% nusieve gel: PlA1/A1 genotype results in 2 bands (279 bp and 197 bp), PlA2/A2 in 3 bands (197, 173 and 106 bp) and PlA1/A2 in 4 bands (279 bp,197 bp,173 bp and106 bp). As an additional quality-control measure, masked standards were added randomly to DNA samples received at the genotyping laboratory. All these samples were interpreted accurately.
Follow-up
Follow-up was obtained by a questionnaire filled in during a phone call conducted by a trained physician. No scheduled time interval was specified but follow-up was at least 6 months after the successful coronary stenting procedure. Events were verified by contacting the patient's primary physician. Medical records and death certificates were also reviewed. The clinical follow-up was performed in a blind manner with respect to patient's genetic status.
Statistical analysis
Baseline characteristics of the study population are presented as counts and percentages for categorical variables and as means for continuous variables. Differences in percentages were evaluated by the χ 2 test, and means by variance analysis. Validity conditions were checked for each comparison. No striking deviation from the Hardy-Weinberg equilibrium was observed in the distribution of GP IIIa PlA1/A2 polymorphism (p < 0.5). Univariate survival analysis with the Kaplan-Meier method and the log rank test were used to compare genotype groups. Significant variables (p < 0.20) in the univariate analysis were further examined in the multivariate model. Cox proportional hazards models were used in order to identify prognosis factors related to survival and PlA1/A2 GP IIIa polymorphism. The relative risks are given with 95% confidence intervals. Significance was covered by an α error of 0.05. All p values were two-tailed. All calculations were performed with SPSS Professional Statistics 13.0 (SPSS Inc, Chicago, Illinois, USA).
Results
Baseline characteristics of the patients
The study population (n = 963) consisted of 779 males (80.9%) and 184 females (19.1%). The mean age was 64.4 ± 11.2 years (30.8-90.9). There were no statistically significant differences in baseline clinical characteristics (vascular risk factors, medical history, indication for PCI, angiographic characteristics (left ventricular ejection fraction (LVEF) and number of diseased coronary arteries) and drug therapy at inclusion in the 3 groups of genotypes (Table 1 ). There were no statistically significant differences in baseline characteristics between patients with follow-up and those without follow-up. One third of patients had an angiotensin converting enzyme (ACE) inhibitor and/or a statin at inclusion. At least half of patients had a beta-blocker at inclusion. The study population was mainly treated for acute MI (28.8%) or unstable angina (37.4%).
Frequencies of alleles and genotypes
The frequencies of the A1 and A2 alleles were 84.5% and 15.5%, respectively. The frequencies of the A1/A1 (71.6%), A1/A2 (25.8%) and A2/A2 (2.6%) genotypes were virtually identical (Table 2) to those predicted by the Hardy-Weinberg equilibrium (Stranchan 96). There were no statistically significant differences in genotypes (p = 0.229) between patients with follow-up and those without follow-up.
Clinical follow-up of patients
Follow-up was mainly obtained between 7 and 24 months after inclusion. Mean follow-up was 654 ± 152 days. The primary clinical end point (MACE) was reached (Table 2 ). A1/A2 GP IIIa polymorphism was not found to be an independent predictor of MACE or death after coronary stenting. MACE and death occurred significantly more often if LVEF was < 40% (p = 0.012 and p = 0.022 respectively), if patients received no statin (p = 0.031 and p = 0.017 respectively), no ACE inhibitor (p < 0.001 for both) or no beta-blocker (p < 0.001 for both) during follow-up (Tables 3 and 4 ). In addition, death occurred more often in patients ≥ 65 years (p = 0.002), if patients received no beta-blocker at inclusion (p = 0.011), if no PCI was performed during follow-up (p = 0.008), and if CABG was necessary during follow-up (p = 0.047) ( Table 4 ).
Multivariate analysis (Table 5)
A multivariate analysis was performed by adjusting for several potential confounding factors. We embedded in the multivariate logistic regression model data with a pvalue of less than 0.20 in the univariate analysis (clinical data, angiographic findings, genetic markers, conventional risk factors, treatments). Mortality rate was low in patients having the A2/A2 genotype. Independent risk factors for MACE after PCI were a LVEF < 40% (p = 0.001), absence of treatment with beta-blocker (p < 0.001) and absence of treatment with an ACE inhibitor (p < 0.001) during follow-up. Table 5 shows the hazard ratios and the 95% confidence intervals for these independent prognostic variables. The results were identical for death (Table 5 ).
Discussion
Our prospective observational study showed that GPIIIa A1/A2 polymorphism would have no influence on longterm risk of MACE in patients having proven symptomatic CAD treated by PCI with stent implantation (bare metal stent era). This message is of clinical relevance despite recent changes in stenting procedure and adjunctive medication. Multivariate analysis showed that LVEF < 40%, and absence of treatment with beta-blocker or ACE inhibitor during follow-up were independent predictors of MACE and death in such patients. In univariate analysis, mortality was also significantly higher in patients ≥ 65 years at inclusion and those who had no revascularization during follow-up.
The role of the GP IIIa PlA1/A2 polymorphism remains controversial. It depends on the design of the studies, the characteristics of the patients included, the end-points used and the duration of follow-up. The case-control studies performed did not show any evidence of a role for the presence of the PlA2 allele in CAD, myocardial infarction (MI), premature MI or non-fatal premature MI [10] [11] [12] [13] [14] [15] . Some of the observational studies suggested that PlA1/A2 polymorphism may be associated with an increased risk of CAD [16] and restenosis following coronary revascularisation [17] [18] [19] . Other observational studies suggested no association between GP IIIa polymorphism and CAD [20, 21] or restenosis [22] . The first meta-analysis of relevant studies (10638 individuals) showed that the PlA2 variant of GP IIIa was not an inherited risk factor for acute coronary syndromes [23] . In the other two meta-analyses of mostly case-control studies (28503 individuals), PlA2 variant was a weak inherited risk factor for acute coronary syndromes and restenosis [24, 25] . In the meta-analysis of Di Castenuovo et al., the odds ratio was higher in the 4 studies testing stent implantation (1.37, 95% CI: 1.11-1.70) than in the 2 studies testing percutaneous coronary artery dilatation (1.14, 95% CI: 0.86-1.63) [24] . This meta-analysis included case-control studies with short follow-up (≤ 6 months), and the combined clinical endpoint, MACE, was used in only one study [24, 27] . Although slight, an average increase of the risk by 10% in a multifactorial disease such as CAD cannot be discounted.
The design of observational studies like ours is less controversial than that of case-control studies. In two observational studies using the clinical end point of MACE, the impact of the A2 allele was statistically significant [18, 19] . The design of these 2 studies was similar to the design of our study but the follow-up was shorter (30 days and 6 months). In the first one (1 759 patients, follow-up of 30 days), A2A2 carriers experienced significantly more MACE (p = 0.06), more death or MI (p = 0.02) and more stent thrombosis (p = 0.002) [18] . In the second one (650 patients), there was no significant difference in A2 carriers for MACE after a follow-up of 6 months. Nevertheless, the number of MIs was significantly higher for A2 carriers at day 30 (p = 0.007). Restenosis rate was also higher in the A2 carriers (p = 0.06) but the difference was not significant in the multivariate analysis [19] .
Our study is a prospective observational study and has the advantage of being of relatively large size (n = 963). The size of the 3 groups, the follow-up period used and the median survival time assessed at 5 years allows calculation of a power of at least 0.80 for our study to exclude an effect of the studied polymorphism. The primary endpoint used was a clinical one combining MACE (death (from any cause), non-fatal Q wave MI, proven unstable angina, and need for coronary revascularisation). The item "need for coronary revascularisation" would not have induced a survival bias because it corresponded to
Death from any cause after revascularisation in the study population according to PlA1/A2 GP III a polymorphism (p < 0.076) Figure 1 Death from any cause after revascularisation in the study population according to PlA1/A2 GP III a polymorphism (p < 0.076). clinical symptomatic events (coronary angiograms were not performed systematically) and the mortality rate was similar in the different groups of patients. Furthermore the follow-up was long (mean 2.1 years) compared with previous observational studies with stent implantation [18, 19] . The population in our study was a relatively high risk population: 13.6% of patients reached primary composite clinical end point and 5.5% died.
On the other hand our study has some limitations. Firstly our study was conducted in a single University Hospital characterised by regional environmental influences. The result may be different if recruitment were national. Secondly the number of A2/A2 patients was small (n = 25) explaining the inability to draw any firm conclusions for the A2/A2 genotype. It is possible that the impact of A2/ A2 genotype on MACE has been underestimated. In order to confirm our result it would be necessary to enlarge this study with a bigger number of patients and particularly A2/A2 patients. Thirdly, patients were perhaps not young enough to allow us to show a statistically significant difference: mean age was 64.4 ± 11.2 years (30.8-90.9). Nevertheless the mean age was similar to that of previous studies [18, 19] . Lastly, the number of DNA amplification failures and patients lost to follow-up was high. Despite the high number, this is not likely to have affected the results because clinical characteristics and genotypes (p = 0.229) of patients with follow-up and those who were lost to follow-up did not differ.
Multivariate analysis showed that LVEF < 40%, and absence of treatment with beta-blocker or ACE inhibitor during follow-up were independent predictors of MACE and death in such patients. These results are not surprising given the known beneficial effects of these drugs in CAD [28] [29] [30] . The non-prescription of these drugs may have been due to greater associated co-morbidities. In univariate analysis, mortality was significantly higher in patients ≥ 65 years at inclusion and in those who had no PCI during follow-up. The significantly higher rate of mortality for the patients who had no PCI during follow-up may be explained by silent ischemia. Patients had no systematic angiogram during follow-up and several re-stenoses may have occurred and may not have been diagnosed.
Conclusion
Based on our results, the PlA1/A2 GP IIIa polymorphism could not be used as a risk marker of MACE in symptomatic coronary heart disease patients. Our study suggests that the A1/A2 polymorphism of GP IIIa is not a major pathophysiological factor in patients who have had coronary artery stenting.
